The modified Ziehl-Neelsen' and the methylene blue2 staining methods combined with darkground illumination are useful techniques for viewing chlamydial organisms in smears and cell monolayers, but they have the disadvantage of being nonspecific. Immunological methods offer greater precision and both immunofluorescence and immunoperoxidase techniques have been described for use with chlamydia infected tissue culture cell monolayers. To adsorb out C psittaci antibody 2 g of a placental cotyledon from a sheep experimentally infected with the A22-EAE strain of C psittaci and which contained the organism was homogenised in 3 ml of 0-3 M phosphate buffered saline (PBS), sonicated, and centrifuged. The supernatant from this preparation was used to make a 1/20 dilution of SaCPO and incubated for 1 h at room temperature before being centrifuged.This supernatant fluid was designated SaCPO/PL. A similar preparation was made from a non-infected cotyledon and designated control Accepted for publication 17 January 1985 SaCPO/PL. SaCPO was adsorbed similarly either with a homogenate of chick embryo membranes infected with A22-EAE strain of C psittaci (SaCPO/CE) or with non-infected chick embryo (control SaCPO/CE). A group specific monoclonal antibody to C psittaci and C trachomatis was used as positive control antiserum.
The modified Ziehl-Neelsen' and the methylene blue2 staining methods combined with darkground illumination are useful techniques for viewing chlamydial organisms in smears and cell monolayers, but they have the disadvantage of being nonspecific. Immunological methods offer greater precision and both immunofluorescence and immunoperoxidase techniques have been described for use with chlamydia infected tissue culture cell monolayers.4 We describe a method for specifically demonstrating Chlamydia psittaci in histopathological sections and in monolayers of infected cells.
Material and methods
ANTISERUM TO C PSITTACI Serum samples from a group of sheep experimentally infected with C psittaci (strain A22-EAE) were examined by the complement fixation test.5 Eight samples giving a strongly positive (4+) complement fixation reaction at a dilution of >1/512 were pooled. The IgG fraction was separated and conjugated with horseradish peroxidase.6 The resultant conjugate was designated SaCPO.
CONTROL MEASURES
To adsorb out C psittaci antibody 2 g of a placental cotyledon from a sheep experimentally infected with the A22-EAE strain of C psittaci and which contained the organism was homogenised in 3 ml of 0-3 M phosphate buffered saline (PBS), sonicated, and centrifuged. The supernatant from this preparation was used to make a 1/20 dilution of SaCPO and incubated for 1 h at room temperature before being centrifuged.This supernatant fluid was designated SaCPO Thin slices of placenta were fixed with modified Bouin' s solution (190 ml of saturated aqueous picric acid, 10 ml of 40% formaldehyde, and 5 ml of glacial acetic acid) for 4 h at room temperature, then dehydrated through graded alcohols, cleared in xylene, and embedded in paraffin wax. Sections 4 gm thick were cut and dried overnight at 37°C.
PREPARATION OF COVERSLIPS
C psittaci (A22-EAE) and C trachomatis (LGV-L2) were cultured separately in BHK 21 cell monolayers grown on 16 mm diameter glass coverslips in universal bottles. The cells were treated for three days with 80,tg/ml of 5-iodo-2'-deoxyuridine before being inoculated with a suspension of either C psittaci (A22-EAE) or C trachomatis (LGV-L2) diluted in BHK maintenance medium (BHK 21 Glasgow medium supplemented with 2% adult bovine serum, 2-95 mg of tryptose phosphate broth per ml, 200 jig of streptomycin per ml, and 50 units of mycostatin per ml) such that the inoculum would infect 25-50% of the cells. The cultures were then centrifuged at 200 g for 30 min at 20°C and incubated at 37°C. After three days the coverslips were rinsed twice in PBS, fixed in 2% paraformaldehyde in PBS for 10 min, and rinsed again. 
